[Abstract] Sequencing taxonomic marker genes is a powerful tool to interrogate the composition of microbial communities. For example, bacterial and fungal community composition can be evaluated in parallel using the 16S ribosomal RNA gene for bacteria or the internal transcribed spacer region in fungi. These are conserved regions that are universal to a taxonomic clade, yet have undergone some degree of evolution such that different lineages can be differentiated. Conserved regions are used for design of universal priming sites that allow amplification of the marker gene out of a mixed microbial community. Here, we describe our standard operating procedure to collect and sequence 16S rRNA and ITS1 amplicons from human skin. We use the 16S rRNA V1-V3 region for skin samples, as it has greater power for classifying common staphylococci in the skin. This protocol is adapted for 454 pyrosequencing of amplicons.
2. Open the swab pack, pre-moisten swab in lysis buffer, and then swab the selected skin site with the swab for 10 sec. For high-resolution skin sampling, a 4 cm 2 skin area is swabbed. Then return the swab to lysis buffer and with sterile scissors, cut off the swab so that the top is even with the swab stem so that it will fit in the tube. If the swab is cut too short, recovery during the DNA extraction step is more difficult. Collect a negative control by waving a pre-moistened swab in the air, then placing into the lysis buffer. 15. Wash column with 500 μl Buffer 1, spin at maximum speed for 1 min, discard flow-through, and place column into a fresh collection tube.
16. Wash column with 500 μl Buffer 2. Spin at maximum speed for 1 min, discard flow-through, and then spin at maximum speed for 3 min to dry the column. Primers to other regions, and sample barcodes, are available online at http://www.hmpdacc.org.
2. To create the premix for two 96-well plates, combine buffer, Taq, forward primer, and water into a 15 ml conical tube and vortex to mix. Keep on ice. All amounts are in μl.
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http://www.bio-protocol.org/e1477 4. Add the barcoded reverse primer to each well.
5. Add DNA to each well.
6. Seal plates with thermofoil, and spin down. water into a 15 ml concial tube and vortex to mix. Keep on ice. All amounts are in μl. 9. Place plate back on magnet and allow beads to separate for 1 min.
10. Transfer eluate to a new plate.
F. PCR product quantification using QuantIT dsDNA high-sensitivity assay kit 1. Bring kit components to room temperature. The target ng per sample is determined by the lowest concentration sample (excluding controls). For the lowest concentration sample(s), add the entire PCR product, and for those with higher amounts, add an approximately equivalent amount.
10. Purify pool with QIAGEN minElute column according to manufacturer's instructions.
Briefly, add 5 volumes of buffer PB to 1 volume of the combined PCR pool.
11. Apply the sample to the MinElute column that has been placed in a 2 ml collection tube.
12. To bind DNA, centrifuge 30 sec at maximum speed. Discard flowthrough and place the column back in the same tube.
13. Wash with 750 μl buffer PE, discard flowthrough, then centrifuge for an additional 1 min.
14. Place the column into a fresh tube and elute in 30 μl TE (pH 8.0). This final product
represents an approximately equivalent concentration of each of the 96 input samples.
To ensure quality, one may then quantitate the pooled library according to 
